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| nt roducti on

1.1 Background

Thi s Suppl enmental Assay Met hod (SAM establishes the
titration nethod for the analysis of avirulent Pasteurella
haenol yti ca vaccine, to determ ne the colony-formng units
(CFU) in final container sanples, as prescribed by the Code
of Federal Regulations, Title 9 (9 CFR), Part 113.68(c)(2).
This method uses Tryptic Soy Broth (TSB) as a diluent and
Tryptic Soy Agar (TSA) plates with 5% sheep bl ood for
determ ni ng CFUs.

1.2 Keywords

Pasteurel | a haenol ytica, potency test

Material s

2.1 Equipnent/instrunentation
2.1.1 Vortex m xer
2.1.2 Col ony counter
2.1.3 | nocul um spr eader
2.1.4 Bunsen bur ner

2.1.5 Di sposabl e syringes and needl es--appropri ate
Si zes

2.1.6 Sterile disposable pipettes--appropriate sizes
2.1.7 Sterile screw capped (sc) culture tubes

2.1.8 Pi petting aid

2.1.9 37° + 2°C incubator

2.1.10 Biosafety cabi net
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2.1.11 doves and |l ab coat or frock
2.1.12 4 x 4-in sterile gauze pads
2.1.13 Test tube rack

2.2 Reagents/supplies

2.2.1 Trypticase Soy Broth (TSB) (Section 9.1.1)
Nat i onal Veterinary Services Laboratories (NVSL) Media
No. 10404.

2.2.2 Trypticase Soy Agar with 5% Sheep Bl ood
(Section 9.1.2) NVSL Media No. 10218 or as stated in
the Qutline of Production (OP) fromthe biol ogics
manuf act ur er

2.2.3 P. haenolytica reference culture (American Type
Culture Collection [ATCC] #33396)

2.2.4 70% et hyl al cohol

2.2.5 Sterile water in serumvial s--vol unes determ ned
by referring to the biologics manufacturer’s OP or as
stated on the vacci ne vi al

3. Preparation for the test
3.1 Personnel qualifications/training

The personnel performng the test must have experience or
training in this SAM This includes know edge of aseptic
bi ol ogi cal | aboratory techni ques and preparation, proper
handl i ng, and di sposal of biological agents, reagents,
tissue culture sanples, and chem cals. The personnel nust
al so have know edge of safe operating procedures and
policies and Quality Assurance (QA) guidelines of the CVB-L
or equivalent, as well as training in the operation of the
necessary | aboratory equipnment listed in Section 2.1
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3.2 Preparation of equipnent/instrunentation

3.2.1 Turn on the biosafety cabinet 60 m n before use
and turn off after use. Wpe down the interior of the
hood with 70% et hyl al cohol before and after use.

3.2.2 Monitor incubators daily for tenperature

according to the current version of [GDOCSOPO001]

3.2.3 Monitor freezers and cool ers used for storing
sanples daily for tenperature according to the current

ver si on of [GDOCSOPO003]

3.3 Preparation of reagents/control procedures

3.3.1 Warmthe sanples and reference culture to room
tenperature before rehydrating to the appropriate
vol une.

3.3.2 Prepare the P. haenvolytica reference contro
sanpl es according to the current version of STRPPOOOL.

3.3.3 Negative and Positive Controls: |Incubate

2 uninocul ated plates of TSA with 5% sheep bl ood with
test sanple plates as negative control plates. Dilute
the P. haenolytica reference culture (positive control)
the sane as the test sanples and plate depending on the
titer found in Section 3.3.2.

3.3.4 Store plates used for nmaking counts at
refrigerator tenperature. Place plates to be used for
counts in a 35° + 2°C incubator overnight prior to use
or allowto dry in a biosafety cabinet before use. At
the tinme of use, plates are no nore than 14 days ol d.

3.4 Preparation of the sanple

Sanpl es of P. haenol ytica vacci nes and/ or conbi nation
products containing this fraction are received fromthe
Bi ol ogi cal Materials Processing Section (BWPS) according to

the current version of [STSOPUUUTL]
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4. Perf ormance of the test

4.1 Nunber all tubes and plates with the sanple nunber, the
vi al nunber, and the dilution.

4.2 Disinfect 2 vials of vaccine with 70% al cohol and fl ame
the tops lightly.

4.3 Rehydrate desiccated products with the required anounts
of sterile diluent or sterile water if diluent is not
supplied, using a syringe and needle. Allow sufficient tine
for rehydration. Mx the vials by shaking until [yophilized
cake is conpletely dissolved.

4.4 Renove the caps fromthe vials of vaccine with a
decapper.

4.5 Transfer 1 nl of vaccine fromeach vial into 2 tubes
containing 9 mM TSB each (this is the 10! dilution).

4.6 Shake the 10! dilution tubes on a vortex m xer.
Transfer 1 m of the 10! suspension (using a pipette) to
tubes with 9 nl TSB (10°?) and mix on a vortex m xer.
Continue this dilution series through the 10° dil ution.
Transfer 0.1 nm (using a pipette) of the 0% 105 and
10°® dilution to each of the 3 TSA plates with 5% sheep
bl ood per dilution. Spread the inoculumover the entire
surface of the nediumwi th a sterile spreader.

4.7 lIncubate the plates in an inverted position at
35° + 2°C for 24 hr.

4.8 Count the colonies on the plates of the dilution having
30-300 CFU per plate. Average the colony count per vial and
then for the 2 vials.
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Interpretation of the test results

5.1 If onthe initial test the CFU per dose is equal to or
exceeds the required mninumas witten in the firms OP,
the serial or subserial is satisfactory (SAT) for bacteri al
count without additional testing.

5.2 If onthe initial test the CFU per dose is |less than
the required mninumas witten in the firms OP, the serial
or subserial nmay be retested using 4 new vacci ne sanpl es,
provided that if the retest (RT) is not done, the serial or
subserial is unsatisfactory (UNSAT). Conpare the firms OP
method to this SAM net hod when retesting the 4 vials. If on
the RT, the average count of the 4 vaccine sanples with the
firms OP nethod is less than the required m nimum the
serial or subserial is UNSAT.

5.3 If onthe RT with 4 vials, the average using the firms
OP nethod count is equal to or exceeds the required m ni num
the serial is SAT.

5.4 If onthe initial test the reference culture or
positive control culture is not within the titer range
determned in Section 3.3.2, but the serial being tested has
a SAT result, the serial or subserial is a no test (NT) for
bacterial count w thout additional testing, and the product
is released on the results of the firnms tests. |If the
reference culture is not within its titer range and the
serial being tested is belowits mnimumrelease titer, the
serial is retested using 2 new vacci ne sanples. If on the
initial test there is growh on the negative control plates,
the serial or subserial is a NI for bacterial count w thout
addi tional testing.
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6. Report of test results

6.1 Record the CFU per dose along with the final conclusion
for the product tested on the | og book record sheet
(STFRMDOPT) and the conputer worksheet after cal culating the
CFU per dose and interpreting the results. Enter the
results and conclusions into the conputer under the ST test
code 068-PT2 as stated in the current version of STSOP0021.

6.2 Initial and date the | og book record sheet and the
conputer worksheet. Forward all paperwork to the CY/ ST
supervi sor or mcrobiologist to review and sign.

6.3 Validate the test results according to the current
version of STSOP0021 and file all paperwork appropriately.

7. Reference

Code of Federal Regulations, Title 9, Part 113.68(c)(2), U S
Government Printing Ofice, Washington, DC, 1999.

8. Summary of revisions

Thi s docunent was rewitten to nmeet the current NVSL/ CVB QA
requirenents, to clarify practices currently in use in the CVB-L,

and to provide additional detail. No significant changes were
made from the previous protocol.
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9. Appendi ces
9.1 NVSL Media Fornmul ati on No. 10423

Trypti case Soy Broth (TSB)
or
Soybean Casei n Di gest Medi um ( SCDM

Trypti case Soy Broth 30 g
0 2710 1000 m

Aut ocl ave 20 nmin at 121°C. TSB and SCDM are 2 nanes
for the same nedia fornulation fromdifferent nedia
conpani es.
9.2 NVSL Media Formul ation No. 10210

Trypti case Soy Agar (TSA) with 5% Sheep Bl ood

Trypti case Soy Agar 40 ¢
O 950 m

M x and autoclave 20 mn at 121°C. Cool at 56°Cin a
wat erbath. Add 50 ml defi brinated sheep bl ood.



